
<lfl)B*B*ffff (JP) 02) & D & & $g (A) <ll)ttffflW&im* 

#H¥H-32769 

(43)&BiB ¥fifcll¥(1999)2J!9B 



(5i)inta' asaire F I 

C12N 15/09 ZNA C12N 15/00 ZNAA 

C0 7K 14/48 C0 7K 14/48 

C12N 1/21 C12N 1/21 

5/10 C 1 2 P 21/02 C 

C 1 2 P 21/02 C 1 2 N 5/00 B 

*»# IS*JB©»4 OL (£14 10 SKKfcSK 



(21){iiHS# 


UB¥9- 194672 


(71)fflHA 


000002819 










(22)fflHB 


¥«9¥<1997) 7E22B 




XftffiUBff 19 3 TS24# 1 ^ 






(72)5Sl»t 


** * 








JtC§Ci&a&Ki«BB3TB24#H| *IE« 














(72)56 Wt 










Jfc3sC«a&Ei5ffl3TB24#H§ *IE« 














(72)58IB# 










^S«i5S&KKffl3TB24»l^ >ClES 














(74)ftJBA 













(54) Bsw©**] «f^e?t-en»ca-K$n5gea 



(57) 

u c e p - 3 SrSttt" & . 

s«aae«HucEP-3 ta-Hf sae^h u c 
e p - 3 jwtfcft. reie* «rr*B8"^ ± 

*«HMK»tt0>**cJ: o . mmm&m UC E P - 3 



(2) 



ftffl 1 ?-! 1-32769 



im%m 1 ] UlTO ( a ) ttzit ( b ) ; 
( a ) E^IJ## : 1 fcEB^r 5 yMEM*»^4§f^ 

<b)ie?ij##: iorsyij!ffi?(jtfev^i{,L<{± 
aasr. 

iimm ] i fees*) ( a > ifcot ( b > <o 

[ffcftJS3 ] HTO ( a ) ifcti ( b ) <7)DNAfrt> 

zmte? ; 

(a) B*f*9 : 2teBHtfMHHWIA»fe!5r4DNA ; 

(b) K#I#f-: 20DNAt^h'J>'> ; x>h^^ 

•f &fia«£ 3- H-f S D N A. 
[0001] 

JKSfcfcttfc**-*. frSSajfHUCEP (Hum a 
n Cerebral Protein)-3, Kfia 
«3-Ht4I&rhucep-3. l£ifirf£5gi 

x -oxmttmmmmzmti \><r>x-hh. 

[0002] 

[0003] zcdx o%immm.coKikMk ix . 
*yy>fflt, mmmmimtixwffimsvn 

[0004] J^fcJ**fc£«fcitL"Ctt. -?-coj£H# 
[0005] 



W.£iiX^&. 
[0006] 

aw**. *faaEejtH'ucEP-3waqfiEk**i*3 

-Kt^jHS^hucep-SO^C^L^. Zl 
X. ^«HUCEP-3#»^*ffl|fit||aKS^KStt^ 

[0007] Jffc. ( a ) £ft*# : 1 teffi 

»tf>r$/igi»^i,§afr, ( b > e?ij# 
^ : i cnr s y Kffi?ij(cfcv >t 1 1> l < (astfflor 5 / 

"tS *> OX'S. -5. 

[0 0 08] 3fcfc*»fltt. JJB (a) (b) 

[ooo9]$ t>iz*mn* < c ) mim^ : 2 tie 

®c9igSIB?lja^:5rS DNA ; ^7t«. ( d ) 

2c7)DNAfcXh'Jy^'xyh^fr-c>'Wyi;^ 

[ 0 0 1 0 ] 3 h iz*m&m&m?zisiit$> m 

[0011 3 

d n As?* t LT*arrs ; t wx-z 1 .. *^bm^^* 

ftfflUrcDNA^T^U-te, ?n-yf"/?tii!i> 
^TUIR^TV^t h^|g*®<7)mRNA$'{>i:tcWii 

St h^K&WcomRNASrtttcLTt, P«tcD 
NA*«R-t4iki*T*4. ±}£c9cDNA5-f:/? 

t&btlh c DNA^^giJ-tS^St LT , 
^A«^>f0^r& (Okubo et al. , Natu 
re Genet. , 2, 173 (1992) ) (cj: 
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«D-3g fc* U ^ d T -tot t <9 £ 7" 5 4 v- fc L 

T c D N A£|ft£fr ofcft. »B^M b o I fcflffiB 
*BamHITOTrf4. lK<^^-«d am^f? 
-HflWfcOTMfclBifc bTlWSftfcfc*). Mbo 
itftfMWfl-ca* tgaTCj OASSSrfW/MLS 

*lT^4. iotMbo IttftfeC^^cDNA 

* i *m3f%ix^&co-c$mmte%m*??-£ 1 

rJMJKU 3fct2»ifctc£ji«JftfccDNA»#fci 
LBamH I 88Efl##aE'«Uf . -c«M»rt 
S. BamH I tMbo Hi r GATC j 

[0012] *«fefc*rt vt (iC?)J: 3 LTf3K 

cDNAy^^U-^lgUc. fi^T^St^ 75 
U-ti:#mRNA»3' SgOtfU Ag5&j&>&. ^5' 

ro^w a g a t c & 4 isa swawst a as 

4><D c D N A £MJ LT *0£&affi?!) 4 . * 
foe D N AOttaSMtffclc D N AOSSEJUOifctti. 

v^t>3^KkoTa*4i»»MHIffifirS (Mo 

lecular Cloning. 2nd. ed. , 
Cold Spring Harbor Lab. Pr 
ess. 1989. *OfSS*#tfc ->XWmmtcim 

S) ICfcOtTdCfc**?**. 

[ o o 1 3 ] Pi. SfSSja^^SSKdl-S^ffiTti, is 

0 mn&mw'poc d n ABrfr^ttaHW^^r* 

JSU PI--oE?i|S-#t4cDNAi:LT 
<0aj3S@SA 5 2/7 7 0t"J)-5/ccDNABtfrS-. t r 

Hn»nwt»HLT * d n A»fr<o 

[00 14] ±EcDNABfW4l«*LfcJ:*iO, mR 
NA<7)3' JSgO-^O^tgLA^A/C^^. Kt* 
ft9l#6ti£ttfttt (OT3 ' Kfr) OJg«ffi3«Jti!*8£ 
TcttT. £**cDNA*K*W:. JJE3' Srfr£ 

hh*KftKcDNA5^7*5U-*r5-^W7*U 



COB. «Si:LTttXh9^y 
->tt*»^TirK8*it^*th*H«*cDNA9'f7* 
7i)-£Jfl^4Cfci-e£4. 
[0015] Jjar£fcJ:->TK*Lfc?n-J'*:*» 

DNASrftttiLT, MRRSBc oRIVWKU *r 
5^S^-yft3&»6TtlKS*lTV^*<^^-. pBlue 
s c r i p t I r£H«fcE c o R I TOT? LfciOfc 

[0016] JJ2Jfffi(CioT»WLfcc DNAKJt+ 

fc«*t4 ks**.4ae?#. Hfflwcitawtfea 

iX^&Ztomm. KcDNAEfloMHSftRAW: 

aaase* w ?v 3 y-c«st4 

#2 fctiT. h 7 v- ;4t*>fe rfrIR£*rt v -> 6 . tho 

#WS*»fe*aj Lfc m R N A £ TtiU-X?m5®t& 
StJ:->'C»89LfccDNAKfr*7 , a-7'tL-C, ft 

£ttCO#ffi£J8^. KcDNAIWIoJBWcovyco 
WMWttWy;. *o*», BWf^M. 8§ 

t. aiBtfTiKc d n Am\<r>$&<7)m.ti s m>t>ti 

[00 17] COCfcti. icDNAPI+C. thug 

oiaew^-r^ctsr. n<*«t4to-c*4. 

[00 1 8]ffiffl»!+<0gaK*3-H-t4«W (O 
RF. open reading frame) C0#ft«. 

0WSt4«:i:*^#4. ScDNAie?ilo+(cBWt 

^-^riifi 1 ? hucep-3 (human cerebr 
a 1 protei nOB&) , ^»g^3-h'§^4 
fiEa**HUCEP-3t«!&Lfc. 
[00 1 9] jtfK^hucep-3(i. KH#*: 2(C 
^$^4 4 9 81g«*f (bp) *»4»=3:4ae^*r*4. 
C«0il&?hucep-3SrfflV\ jgS«r«±^^- 

%iz£&-m%i&m : m*-mitiffiiz]:'>x. mm 
im&?zm8i?zzttfx'%&. ®m<??-ti 

Xlt. *l«A3lW>r5XSH (W. P BR 3 2 2. P 
UC 1 1 8%<r>m % tt^Bi*OT'5X5 H (W. P 

ubi 10. pci 94-eoffi) . esi^or^xs 

H (M. pSH19-e£0ffi) . Zb&Wf-VXyr- 
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ttt, T7m-^- J acTD*-?- trp 

^•■ramtetett s p o jRrot-^-^t m 

±*W*r**«^W4PH0 5rD*-^- GAP 
10 0 2 0] 4*iBtfi?^«iog aw (ft >^, w 

o tz Lxm^m^mH u c e p - 3 « as^r 

±t LTtt lyx U tT«rc»*E s c h e r i c 
h_La coiio4HWW». ^XjRlrc&SBa. 

' lus - ^"bti I i.sO#aB». Wftfc I 
UKaccharnmv. „ g c e r e v i s i a 

emwm. mmmt L-a±cbs-7«6 ch 

I0023j*»»t^ PGEX-4T2 (7r* 
Vxrtt«) MHK^-fcLXifiThucep- 
3*«»fc\ HUCEP- 3 ?gijK^- pGEh 
ucep3 ^U. ^PGEhucep3Ji 
K SiSfcftoTJWMaftLfcE s c h e r i c h i a 

coliDH5/pGEhu7ep 3 (i, ¥fi&9*2 
^ 4 0 (Mf^ Iftti3S5i(:MSf p A 

RM P-16062fcLt*K9*iT^4. 
[0024] Sfc*»Bf£ t i, pREPIO (>f>t' 
hDi/x^) e*8K**-fcLT»fcFhuce 
mII??!!^ HU CEP- 3 ^»|^» rtT 
J»S**fc«X0<^^_ % PREhuce P 3^ 

£OpREhuce P 3£fflK ^/atOLI 

f?Ii2Ii! ,INElai *'WLT. a-m^Pc 

1 2fc«Ha»U JMCfftfe PCI 2/pREhu 
c e p 3*«KU;. »Wg«S*uyi«»i, ffl^ 

mt>lMT^ PC12«!£pREhucep3T- 

mmt ixmrnrnzmst mtsam 



4. 



vamtrfrmut^ mmizauxmi-i,*? 

fflit LTJBVxteWBBiPC 1 2fciyr 
^^-•C**pREP1 0**AUfcPC 1 2MB* 

i*%mzv?tmxmz?#, pREhudp 

3ti O^StejftS^^gjfimapc i 2 (i NGF& 

5-Dimethylthazol-2-yl)-2' 
5-diphenyl-tetrazol i u m br 
omide)^(Mossman, T. , J. i mmu 
no 1 Methods 65, 55-59 ( 198 
5 ) ) tzl 9 WSSflfc. 

t0026]fr« 5S g H UCEP-3(i. . 
1 K^ttfUr t < , fgft i 6 6 ffl£0T s 

py* o mh&h ucep-3 stttimxat* 
tf—emmmzvtzmmf&pc 1 2# ngf 

SiJir^ii*^^ Hu cEP-3{i# M igti 

» ..... 

[ 0 0 2 7 ] ^ *»nta^ Ttts ^ . 2{c - 

[0028] tKhh. itf^hucep-3<^^ie 

^ DNABffr^n ■ x& ■ 0 , mmz 
DNABW*WbUfc(,«rr*^rfc, ^dna£ 

Sffctoifr? h uce P -3iXMI >^' x y jc^^fr 

nmtmhcnx'hh .. . . 

[0 029] 4ft, 2fc«LfcDNAiWfc 

[0030] ±IEOD N A^^ggfi^ jg&Fh u c 
e P - 30DN Affi^t 9 OXOJ^WIHtt***-* fc 
^•C**ltf|fSSSBrtT-*S. 47t. u c e P 

<fc-tf-DI6-DNA-La.be l ing ki t 



t 
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«-Vy#--~?y/^J*%.m Cat No. 11 
7 5 0 3 3) X'yu-JZJOVLti^lZ. 3 
DIG Easy HybM Cs-'J^-^yA 
4Jjm Cat No. 1 603558) tCM? 1 
U^-fXS*. 50'Cc90. 5xSSCig&<0. 1% 

[w/v] SDS£-irtf) *X'X>7V>ZWfrth$i 
ft- ( 1 XSSC&O. 1 5M NaCK 0. 015M 

-te'-x g yt\ 5te^ h u c e p - 3 fcy vf TW-f X 

[003 1] 4fc. ±iecori:<ae?hucep-3 

fc«Htt»av«»*BieF(c3 - h 3*iftss*?a 

[0 0 3 2] f&fcfe. SHI§fiifHUCEP-3<D7 

s /ke^ijo i *> l < ttsssciwr 5 swfixk. mm 

[0033] §a«0«j£S* t *ft 7 $ / K^filgf 

Tfi, ^yyy (g i y) troyy (Pro) . gi 

yhT^^y (A 1 a) tfzit'VJy (Val). n>f 
(Leu) t>fVQ>f (lie). #01^ $y 
S (G 1 u) fc7Vk?5V (Gin). rxA-^^ye 
(Asp) tTX^N'y^fy ( As n) . yXf^ (C 
ys) tXU^-y (Thr ) . Thrit'Jy (Se 
r ) ifcttA 1 a. Uy'y ( Ly s ) i7;^-> (A 

[0034] ftot. KW#* : 1 K*WS»Ha« 
HUCEP-3<D7$/l!ffi?iJ±OB8l. HA. 

cift3Ssise«T*-5T*>, *<ose»a*HucEP- 

3S6»03«JMJc8VvCfiW»aW*SSI'C&r> 
T. *«8^a*#HUCEP.-3fcPIKW*BTO 

istgMvSfbafi^^rrft^svSttsaa-c'^ixtf. £*i 

fc wBHttaP, 9 0 Xmjry^ffmm I'mmX'h 

ft. 

[0035] 

[ %!IJO*Ml ] H U C E P - 3 tfffl3lldti5fl5£tt& 
*l/0*ft£i*»^ afirFhucep-SOJBHR 
&ftUiHUCEP-3<D«tli&F£{J. 

«t^tm-rft±T-a^^»#fc^ft t«si$^ft. 

[0036] Lfc#oTHUCEP-3*fiefWi*ll 



fflaWft*», &ftVH44fciKag?0»«*ffiaW- 

ft!fi»«^WilJttJ{Cf 'Jfflf ft - 1 ft . 

[0037] MTmmmzmfxwm&tiK *wm 

[0038] 

m&mi sg?huce P -3wo--y/ 
i ) MscojEmmmtmK&GrFwmmm 

hh*Kft««)mRNA (^o-yr-y^tt) £8Si: 

U.*A«fe<Wa(Okubo et al.Na 
ture Genet., 1992, 2, pl73) C 
J>). *HA*<0cDNA9'f^?y-*^jRLfc. 
[ 0 0 3 9 ] 3K94 7"?y-a»S>|*ft9Kc7 

7 0H®liL8U.f**&ftU ^(Molecular 
Cloning, 2nd. ed. , Co 1 d Sp 
ring Harbor Lab. Press. 198 
9. CtTHfc) tcftoT. ffllttDNAfcttHJU cD 
NA3!#<r>3' ||®tt££$!l£ft£U:. S^gtctit 
PET7yJ KA-f^-^f AXttS^DNA^-^x 
yf-(ABI PRI SM377) tP^t§3»£*-y 
h*fflV>fc. 7 7 0Htf5«^ftifW<0*DNAfrfrcO 
»S»**iiffiLfc*6*. HUcjjctBW (EJ«- 1 ) 

*ttim?wmmtf2/i i o 

[0040] 2) ISaJ-l££t^cDNA|BrJtO;y•^- 
^y:7' 
i^5lJ- 1 £#tfcDNABrfrO?n--y^£&T?>:*r 
ifctcJOfr-^. 

[0041] 41*. EM-l<O-«»J:0'Sr**yrfJf 
^Psff-K (01 ;E53-2) £. P E 77*54 r-v-W 
*^*f*Xtt»!>DNA-&*W<ABI 380B) 
X'S&lt:. Agt 1 lSr^P--y^^^-t-T 
ft. Human B r a i n c e r e b r a 1 cor 
tex 5' -STRETCH cDNA libra 
ry (^oyf'^^^h'J-XttDt ABIMK 
1 2«U Y 1 0 9 0 5rS±t L,T«ffifcfi!->T-T5-? 
tWWLftfe. (7 
7-/+AttgHybond-N+) Cfi?L, DIG 

( i;***sy=.y) x-mmitzmi- zmvitw 

^■f-HSrro-XfcLT. 79-^vf 7"U ^>f -tf-i/ 
3 yftfcj: -oTBW- 2 **** 7 r-£*£K*Lfc. 
KttfcttD I G* »J :f 7 7 H ■ T-f 0 yf* y r 

«-y yfi-~?y)\A h&m zm l, 

«y h*3#wt:ft->fc. y w 7*y <-s/ 3 y(±OT<o 

fflfig<7)^4't- (agti^t^iftS) . 5 rc-C5B#H 

[0042] 5XSSC 

1% Blocking Buffer 
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0.1% N-^^Q^/^^-j^^^.j^ 
0. 02% SDS 
5 0jug/ml polyA 
lpmol/ml DIGtlgtefigDNA 

0. 1%SDS, 5XSSC 0 1% 

m. isy+twmmi* H yp e r f i 1 m »-E 

tO 04 3] Tu-rt^y-V^XUzT?-?* 

c o o 4 4 ] 3 ) mmmm<??-w)V7? Q 

2 ) TIM L£DNA3\ « IRK*, E c oR I fffi 
U HttfcE c o R I t«Lt<; KpBlue 
script I I (Xh7^^->-aS8) fc+TT^o- 
->^U: 0 Ligationtti £Sil (ft) fg 
^•^<^ DNA Ligation Kit 
Ver. 2)$m\ 16-CT'l. 5^mm$it 

[ 0 0 4 5 ] JJeaSjgiSSrfflv^«at«-,T^J@B 
K 1 2»DH50»«a»tff 03t , ^1«Haft£7 
>t^y^(Am P ) 5 0jug/ml % 5-Bromo 
E?iJ-3 

5' AGTAGGATCC ATGTC 
EM- 4 

5 ' TAATA GTACTATCAT 

*twii - 2 ) vmiKmiDNAzmt i e 

1-3) ^H^fdiDNA 
10XPCR|gffi8E 
2. 5mM d NTP 

Pfu DNAjKU.X5 — \£ 

ma. 

<Kmm> 9 4 °c? i mum. 5 3x:t?- 1 <c 
2W34HWH*Lfc. ^taomioauA 7 

2 < CT10^ffiJ$LT. BW<0DNA*JMI$-fr^ 
[0051] ±|g^(cj; "JiDBS/utDNABffrir 



-4-Chloro-3-indolyl-/3-D-g 
alactoside (X- g a 1 ) 4 0,u g/ m l 

Isopropyl-^-D-Thio-Galact 
opyranos ide ( I PTG) 10 0/<M»«« 
L Bmmizris-f- < 3 7 ^T-lft^ 

[0046J afe3D--5:5 0//g/mlcOAmp^ 

*t» l mmm 1 omi £&a lt 3 7-ct-hww 

U i&l>#«fcJ:oT Q I A P r e P 

Spin Plasmid Miniprep Ki 

t (*ry>m) x-mtDNAtmit:. 

I 0 0 4 7 ] 4 ) D N AK*08£S*latt£ 
my&lti (02) . SK^n-y^cDNAco^jg 

mmm 3 *^^ 4 t^-f . ssjssb^*^- 2 

Z^T^Zti^ B»t*-*aST(human 
cerebral prote i n-3, hucep 

[0048] 5)tcJ@B^v^HUCEP-3<^S 
03 fc*L fcBH* jcte lxm-3 , EW- 4«*y 

tisXT&Xm. A B I 3 8 0 B ) T£j£ 
[0049] 



TCTCCATTCCTC 

CCCCACTCCCCAAAC 

(*> K<0PCR-»r-v^1M??-MP£®fl3LT 

[0050] 



1//L 
5//L 
8z*L 

3) 2/tL 

4) 2^L 
31juL 

luL 
50jxL 

NABffr?-. BHSBRBamHItScal (*fc£jf 
JW) TWBfLfc. ti»M&B& BVT^d-iV*« 
5y*ftTfrBU #>0. 5kb(ODNA8S^SrS«L^ 
. PGEX-4T2 (?T)V?i/Tim) 
fJR8»*B amH I fc Sma I TflJBrL 
^- (Bffr-2) ^SL^.UfM-ltBfi-^S 
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a vft fetfte*»®K i 21*dh smmmm^n 

»tt*>fe, ffl«iDNA*imUfc. SttiSttDNA 
ffi?iJ-5 

5' GGGCTGGC AAGCC AC GTTTGGTGGTGG 

mm- 6 

5' CTCCGGGAGCTGC ATGTGTC AGAGG 



te#A3*ifcBffr- 1 <0ME#I2\ JaTteSrfBfl- 
[0052] 



■eofsn, sot?*-- 1 ^mmwme^h u c e P 
- 3<Dis«ijt H--c&t c t atrae^h u c e 

p-3A^'pGEX-4T2rt^;U^f-^ySh5yx 

*iS.Ii*BBU;. £^J:5teLT«S5LfcllHJUD 
NA£pGEhucep3t#SW: (05) . pGE 
h u c e p 30$gj£&ft E scherichia c_ 
o 1 i DH5/pGEhucep3(i, ¥l£9*F2fl4 
B teI*Sst^#I*SMfflKI* fcfflW* F E RM 
P-16062tL'CSl£$^T^I > . ^MfflJiiD 
NA*fiaWMMfc«r*»U *S4*ttTKJifirF« 

s. ifc, pGEhucep3(ca»a*fifcae^h 

ucep-3lt »S?*BamH li:, Sal I ifc 

ttXhoIkMHIUWii^^-lcftsIB***^*:^ 

nam 2 p c 1 2mmrm&f-h u c e P - 3« 

DUS^^-P RE h u c e P 30f§§S 
JtHWlTttftU:, P GEhucep3$:$iIKS^B 
amH ItXhoI (AfcSS&H) -CfflRLfc. flJBFf 
ffiSft, 7#o-xy^®*&$re#HU ttO. 5 k 
b^DNABrfrS-»SL3t (Kfr-3) . MMinoft 

pREPIO (>fyh>os;xyffiH) 
£\ JUEfcHftteMIBlPSB amH ItXhoI T'OTr 

[0053] Kfr-3i:Krfr-4*a£U-5BfcWlte 

2»DH5«OT»«ia*fcfr*\ $fetegt$«teSltt£ 
J»LT»fcteJ:oT^fc«tt*fe. fflitiDNAfc 
»SLfc. £OJ:5teLTM»U:«iJU.DNA*pR 
Ehucep3t^Lit(I6), 
[ 0 0 5 4 ] 2 ) PC 1 2«DS^^At^ : 5:^®E 

PCI 2»I@6 0mra«r7Xf^yf-i/? 
teHLrt:. y*- Win 5-^3- hLfct><9£ffl 
K WfifcLTttSX+IMMtit, 5%*v*», 5 0 
JL^-yh/ml^-x'jy, 5 0x<g/mlXh^7'b 
5XSSC 

1% -Blocking 



f*)*«BU 37T:. 5%C0 2 #ttTT-tg*L 
fc. 

[0055] MMNfcP5 0Xtft->»jW, 1 ) T 
flB6LfcpREhucep3**tfLI POFECTA 
MINElOK^aaii) S\ *BJE±(caiiL-C24 

wmmit&t. «i««c«iLT2 4i»Bw«L 

23£ftUCit& 1 0 0 mm(07"7Xf7 9 2ft 

te#s lt $ fete 2 4 mm* ufc . 

[0056] Wfi£|*»fc&, A-f /d?^ x>B 
/H^Attl! ; tt8K4 0 0 ju g/m 1 ) S 
fl)»S*fite[B»Lfc. /ov-f S^BSattHft* 3 
B*te3S» LT LT 2 iS^ig* Lfc . «0 3 ox-# 
WIIRTilBT**J:dte^fcB*jST, Xf-yUX^-y 

fcfttepc 1 2«tepREP i ow^±tafci^atte 
[0057] 3 ) m&?mi<7)mm 

"r^VBaam** (ltift£4 0 0v g/m 1 ) "tfSH 

U WiSf«* s 80%3y7^x>'hte^o3t^j4tre 

^^V^TOUttMHRLT, Bftl 0 0mm<077 
^r^S^-HcJMLfc. iNBfla®Jg* s BJK8 0%a 
y7;Pxyhte=0rofci»jfllT*S**l»*L, PBSSrSs 

teJ:->-c»B*«HR**fcfikte±iirfcift*L, mRNA 

«Ifi*>femRNAt»»Lfc. 2/x gcOmRNASrgS 
tefilo T 7 *'Dr-Xdr';l,«m*i6T'^B LT^^TVy 
(7Vv*AttgHy bond-Nt) teK^U /- 

ttD I G ( y^i^^y) T«»Lfc h u c e P - 3 
cocDNABrfr$rfflv^3t. m^tetiD lG*yi??\s 

j y^v-isa yimTcomi&nm.*? ( ii^^^T 

^jg«) , 5VCX'5#fffift^tz. 
[00583 



Bu ff e r 



(8) 



1 1-32769 



N - 7 >>D4 )V*rtVO i/il-f f- 0 >>A 
SDS 



NA 



3BH»»U MTT<3-<4. 5-Dimethy 
lthazol-2-yl ) - 2 , 5-dipheny 
1 -tet razo 1 i urn bromide)$(M 
ossman, T. , J. Immunol Metho 
ds 6 5. 5 5-59 (1985) ) ?££Mfift£ 
MSLfe. PREhucep3^#ALJtPC12» 
tt. MHfc LTffllvfc, pREP 1 0*A«fifcifc*vT 

[0062] 
[ffifll*] 
EflHMHSEQ 



I D NO) : 1 



16 63BH 

mm 

SfiK 



0. 1% 
0. 02% 

5 0«g/m 1 polyA 
lpmol/ml D I ^ a „ 

C, 0. 1%SDS S fcWCO. 5XSSC 0 1% 
SDS£flJt\ 5 rCT-a?f Lfc. 

[0059]^ y?u>m®. d i Gs&ft&u* „ h 

fctt. Hyper f i l m r«-ECL (rvi/-^ Aft 

[0060] -eofem, P REhucep3^A^ 
PCI 2««K){J3*«pREPlO**ALJtPC12 
«WJ: 0 h u c e P -3SfrF«938ai#£a>o 

[ 0 0 6 1 ] 4 ) NGF^i^ifi+x-cOJiM 
3 ) T'h u c e P sae^WBHfcTOtt-a i fc tf? 

m-. 

Met Ser Leu His Ser Ser Pro Thr Leu Pro Thr Ser Leu Tyr Gin 
5 10 15 

Ser Cys Asp Leu Ser Val Gly Gly Pro Ser Leu Leu Thr Tr P Val 
20 25 30 

Tr P Arg Arg Glu Arg Arg Cys Cys Lys Val Phe Ser Val Ser His 
35 40 45 

Cys Leu Glu Ala Gly Pro Ala Lys Ala Trp Ala His Ser Cys Thr 
50 55 60 

Gly Ser Pro Arg Gly Arg Thr Gly Tr P Gly Ser Arg Ala Cys Glu 
65 70 75 

Ala Leu Gly Lys Gly Met Gly Leu Trp Gly Arg Gly Gly Met Gly 
80 85 90 

Phe Arg Ser He Cys Thr He Arg Lys Val Leu Arg Ser Phe Phe 

95 100 105 

Leu Glu Gly Thr Leu Ser Ser Leu Ser Leu Phe Leu Asp Leu Gly 

110 H5 120 

Leu Glu Leu Arg Met Gly Arg Cys Ala Gin Gly Gly Thr His Gin 

125 130 135 
Ser Thr Arg Glu Gly Gly Tyr Leu Gly Val Ser Gin Gly Leu Cys 

140 145 150 

Gin Cys Leu Gin Pro Thr Ser Arg Ser Leu Glu Phe Gly Glu Trp 

155 160 165 

Gly 
166 



(9) 



tfWPl 1-32769 



1 0 

0 40 

ATGTCTCTCC 
C ACCTCCCTGT 

TGATCTCTC G 
T GACCTGGGTG 

AGAGGCGATG 
T CCCACTGTCT 

CCTGCC AAAG 
C GGCAGCCCAA 

CGGTTGGGGG 
T GGGC AAGGGG 

GGGGGCGGGG 
A TCTGC AC AAT 

CTC AGAAGCT 
T TCTTC ACTGT 

AGACCTGGGG 
G ATGTGCCC AG 

ACCAGAGCAC 
G GGGTGTCCC A 

CAGTGCCTTC 
G GAGTTTGGGG 

im i ] a i <omi- i ±mm<n c d n a^-t r 

5 'J - J: 0»^4a*»i#+Tttv^«H^*^ 
DNABffr**bL. Efl-2tt, BJH-lSr^ODN 

to 

[02 ] h u c e p - 3^»K^&£<7Xfrffi£ 
[03 ] mrf h u c e P - 3*)UHgRBltF**l(C i 



20 
50 

ATTCCTCTCC 
AC C AGAGCTG 
GTGGGGGGCC 
TGGCGGAGGG 
CTGC AAAGTG 
TGAAGCTGGG 
CCTGGGCCCA 
GGGGAAGGAC 
AG C C GGGC AT 
ATGGGGCTGT 
CGGC ATGGGC 
TAGAAA AGTC 
TTTTCTTGGA 
CCCTATTCCT 
CTTGAGCTGA 
GGAGGGACCC 
AAGAGAAGGT 
GGGACTCTGT 
AGCCCACCAG 
AGTGGGG A 



AACCCTGCC 
50 

C ATCTCTGC 

100 
TTTTCTGTG 

150 
C AGCTGC AC 

200 
GTGAGGCCC 

250 
TTC AGAAGT 

300 
GGGTAC ACT 

350 
GGATGGGAC 

400 
GGCTACCTG 

450 
CAGGAGCTT 
498 

tB4l 03<O«S"C»9V itg*hucep-3tf>« 

[05 ] ?-pGE h u c e p 3(?)ffimZ 

[06] M^^^pREhu c e p 

to 



[01] 



mm- i 

5' GATCTCTTTT 
TAAAAATCTT 



CACAAGTGTC 
TNACTTCTGA 



TATAGAACAA 
CCTTGAAA 



E»- 2 

5 f GATCTCTTTT CACAAGTGTC TATAGAACA 



(10) 



HWFl 1 



[02] 



1372 



781 CC ^ GGACT ^ TCTCACTGCCTTCACCCCAC C«CACCACCTTCCACTTTCCGCilCTCCCG 

GlnClyLeuCysGlnCyeLeuClnProThrSerArgSerLeuGluPheClyCluTrpCly* 49 
ATCAGTCCCTCAACCACAACTCTICTCTGAGTCGAACCAAACAACCAACGACCTACCACC 

841 w * f * ' > ^00 



CCCAGICCTCCCCCCCACGACCACAAGCAGGGTCCCCTCAGTCAAGGCACrGGCATGGGC 

+ ♦ 960 



901 ♦ , i 



GGCTGAGGAACCGGGCAGGCAAGGTCACTGCTCAGTCACGTCCACGGCGGACCAGCCGTG 
961 1 » — * » ♦ 1020 

CCTTCTGCTCAGTAGCTGGAGCTCATTCCmCTCCAAGCTTGCAACTGTTTTCAAAGAT 

1021 f * » t 1 , ,080 

AACACAGAGGCAAACGGAGACCCACCTC6TACTTGTCCACCCTCCCTCCTCTCTTCTCAA 

* <• 1140 



1081 t -—4 , .. f 



ATTCCATCCCCCTCACCTTACGCCAATCCACCTTTTTCCCTTTCCTrCTCACTTTTGCAT 
.141 , 1 f # f j2oo 

CTTTTTACTCATCATTCCATATCCTAACCGrTCTCACCCCTCACCCmCAGACCACCGC 
,201 , , ________ > 4 f izgo 

TGTAAL'GCCTTCAGTCAGTCTCTGGGCATGAAACTCTTAAATGCTTTCTATATTTTCTCA 
1261 ~* * * ' ♦ * 1320 

ATTACATCTCTTTTCACAACTCTCTATACAACAArAAAAATCrTTTACTCCC 
1321 * * — « * 4-- 1372 



(11) 



#m*i i 



[03] 

CGCACGTACATCATCCACCACGAGATGCTGCTCACGGAGCATGTCAGTCACAAGCACGCC 
1 ♦ f ~4 * * ♦ 60 

CTGCGGTCCTTCATCTACCACCTGTGCAACGGGAAAGACACCTACCGGCTCCGGCGCCGG 
61 f * * — * * * 120 

GCAACGCGGAGGCCCATCAACAAGCGTCCCGCCAACAACTGCAATGCCATCCGCCACTTC 
12 , 4 t- + ♦ * ♦ 180 

GAGAACACCTTCGTCGTGCAGACGCTCATCTGCGGGGTGGTGTCAGGCCCTCCTCCCCCA 
181 4 4 ♦ 4 * * 240 

GAACCCCCTGCCGTGTTCCTCTTTTCTTCTTTCCCGCTCCTCTCTGGCCCTCCTCCnCC 
241 i- -t * * * 300 

CCCTGCTTAGCTTGTACTTTGCACGCCTTTCTATACAGCTGACATGTCTCTCCATTCCTC 

301 * * * * 1 360 

MetScrLeuHisSerSer 

TCCAACCCTGCCCACCTCCCTCTACCAGAGCTGTGATCTCTCGGTGGGGCGCCCATCTCT 

361 * - — ♦ « — * f ♦ 420 

ProThrLeuProThrSerLeuTyrGloSerCysAsDUuScrValGlyGlyProScrLeu 

GCrCACCTGGGTGTCGCGGAGGCAGAGGCGATGCTGCAAAGTGTTTTCTGTGTCCCACTG 

421 - -I * — * * * -" f «• 

LeuThrTrpValTrpArgArgGluArgArgCysCysLysTalPheSerValScrHisCys 

TCTTGAAGCTGGGCCTGCCAAAGCCTGGGCCCACAGCTGCACCGGCAGCCCAAGGGGAAG 

481 f - — * * * ♦ 

LeuCLuAUGlyProAlaLysAlatrpAlaHisSerCysThrGlySerProArgGlyArg 

CACCCGTTGGGGCAGCCGGGCATGTCAGGCCCTGGGCAAGGGGATCGGGCTGTGGGCGCG 

$41 4 — ♦ f f "" f 600 

ThrGlyTrpGlySerArgAlaCysCLuAlaLeuGlyLysGlyletGlyLeuTrpClyArg 

GGGCGGCATGGGCTTCAGAAGTATCTGCACAATTACAAAACTCCrCAGAAGCTTTTTCTT 

601 4 ♦ * — * 660 

CLyClyMetGlyPheArgSerllcCysThrlleArgLyslfalLeuArgSerPhePheLeu 

CGAGGGTACACTTTCTTCACTGTCCCTATTCCTAGACCTGGGGCnCAGCTGACGATGGG 

661 r 4- — 4— * T20 

GluGiyThrLeuSerSerLeuSerLeuPheLcuAspLeuGlyLeuGluLeuArglietGly 

ACCATGTCCCCAGGGACGGACCCACCAGACCACAAGAGAAGGTGGCTACCTGGGGGTCTC 

721 -f — - * * * 4 * 780 

ArgCysAlaGloGlyClyThrHisGlnSerThrArgGluGlyGlyTyrLcuGlyValSer 
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[06] 



BarnHEKhoi 




ColE1 ori 



BanHliJ^XholT'toBf 




BamHI 



hucep-3 



(Smal/Scal) 



beta lactamaBd 



BamHI Xhoi 
huoep-3 
(C5W)J 



BamHI 



Xhal 




Col E1 ori 



(51)Int.C1.6 

// A6 1K 38/00 



(C12N 1/21 
C12R 1:19) 
(C12N 5/10 



AAB 
AAM 
ADT 



F I 

A6 1K 37/02 



AAB 
AAM 
ADT 



(14) 



Wffi¥l 1-32 76 9 



C12R 1:91) 
(C12P 21/02 
C12R 1:19) 



